diluent and incubated 1 h at room temperature. Plates were washed with reagent diluent four times and 100 µl of sample or standards in duplicates, covered with adhesive films and incubated for 2 h at room temperature. After incubation plates were washed and incubated with 100 µl of the detection antibody (prepared in reagent diluent) for 2 h at room temperature. The detection antibody was aspirated and washed repeatedly four times with wash buffer. Plates were incubated in the dark avoiding the direct light with 100 µl of working dilution of freshly prepared streptavidin HRP for 20 min at room temperature. The same amount of substrate solution was added to each well and incubated for 20 min at room temperature after four washes. The reaction was stopped by adding 50 µl of stop solution, and plates were gently tapped to mix thoroughly. Plates were read at 450 nm with a wavelength correction. Standards of respective markers were used to calculate the levels of inflammatory markers. Since the urinary solutes concentration may differ by water reabsorption levels of the kidney, concentration of the inflammatory markers was normalized with corresponding urine creatinine levels (Cat # KGE005, R&D systems, MN, USA). 
Assessment of Urinary oxidative stress markers

